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2 ^fn^^7>y>F 2 a fc«5c1-a0&i&14*r*rt-& 7? (Tc 
OYE) o 

[flf$#2] JSLTO (a) , (b) X»i (c) ^atilfifo 

4 ] E^iJ#^ 1 00*E?iJ fc-^fr D N A J: & £ ft&g 3 £E« 

lit ^ 5 ] m$c& i 2 nEiRosejt^w-r a«:flCo 
[»*^ 6 ] 9 ^-x h u /nv y-7i^^i4i©^ * v -~ > 

( i ) 1 Xtt 2 KEJftOSaK&tfT'n;* 9 7*7 >^/H 2 *$M*U 

(i i) NADPHXtiNADH^T^itt^fclR^b^Sr^jtt^^ 

(i i i) 7 p n^^^7>v ? VH 2 07 , nx^^7>y>F 2 a^OiK&OTfl* 

[If ^ 7 ] ^;v-Xh'J;V v-TjfijfeOlB&aSo;** >j 
( i ) N AD P HXtiN AD H<D#*ETfcIII#K 1 Xli 2 fcE*W>gajt*:4£*& 
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(i) *frX«±tt^ffi»*W*«5K:|B«©«ifffc»»$*. 
(i i) 

(i i) m%&^4 7v x-f&fr^frzm^z. 

[W^l 0] ^ ;v-X f 'J ;v V - vii^otiMt* o 
(i) ^^"bHIJDlL^DNA, ^^v^litM<7)mRNA^f>lg^fi:J: 
*)<&J&Ltzc DNA^fU 

(i i) i^DNAXli c DNA^iSt LtfflK K^ff l<Z)Tc OYEO 
(i i i) TcOYEOc DNA^Jiffi^itS^S^SrW^*. 
[0 0 0 1] 

h 'j ;v-7 n^-r 577^ > ®tcoye, «t t>\ -e- ^itf^amx.^ 
Mvttmmm (immm zmk-r&ij&Km-rzisn-e&Zo zz>i-, tcoye 



mSE#2 003-3093744 



02 0 0 2-2 9 9 2 8 4 A I 3/ 



[0002] 

[fi^tf>&fl5] 

i/*r — 1fAflHZ* ^^-Xh^W-v (Trypanosoma cruzi) <fc .?> 

(iB:#fiH*K 3 fflf. Weekly Epidemiol. Res. 65: 257-264, 1990; 
Coura J. R. et al., Trends Par as i to 1. , 18:171-176, 2002; Teixeira, M. 
M. et al., Trends Paras i to 1., 18:262-268, 2002) 0 iOflC&lifc hJeUI-K 

K<^<b*U ^ffi^i8^ST^^^tttv^ 0 Jftt&ftfil. 60035 ~l,80075At$E 
|f£*t> ^£21, 000 Atf^t: U 30^A^ff^^m#7& ? ^LTV^ o Lt> 
2007?~300^A011 ym<vm$kBM'?i t fc-& U ^^foP&tei&it^'ftir AP(±1 
{t2000^A^^(3'^)o 
[0 0 0 3] 

% 18-22 jumO^SW^MK^fft L£&#<0$t?^§|$M-e& 19 > ^^>^{i L 

&v> 0 ifisu ji^m. <bm%£'<vMnmx~i±, mm-t^mo* 

[0 0 0 4] 

;Hr>^- >%t*l$$z<D-mU KfrjfUr &Triatoma infestans. W^Oik^te X 
^^^■f^Rhodnius prolixus> ^yWT^^HyW (Panstrongylu 
s megistus)^^®^fi^-e*^ 0 Ztib<D&$U l zM% tmL^ffimffb 
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[0 0 0 5] 
[0 0 0 6] 

[0 0 0 7] 

d t^^^^tvTV^J^^f-fi^^-rab^ (Boveris, A. R. et al., Biochem J., 
175:431-439, 1978; Boveris, A. et al., Comp. Biochem. Physiol., 61C:32 
8—329, 1978; Docampo, R. & Stoppani, A. 0., Arcch. Biochem. Biophys. , 1 
97:317-321, 1979; Viode, C. N. et al., Biochem. Pharmacol., 57:549-557 

, 1999) o L&i>, m?mim<. f&#>&*w^>o -e-t-c, stv^yri-e* 
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^^^ : FO^«#W^^'btt-Cv^ (IBrjtffettffiflt. TOR news 67: 15 
, 2002) o 

10 0 0 8] 

;v-7 (Trypanosoma bruci) sSr^OW^ttJRA**, l8IIR8IS&fWB*]fiL«l£3B 
fiMB> &&MMftmt:Wv'7xi (PG) *77^K>^f.^i 

-- tf) Offi«»jHtiRjEDL*^ca % S^K, i*tfe(7)JRA*«?&±^^tt&»fe 
^^#^!^-^^>^i6lcPG^5flJfflLTV^pTtg14^^#LT§7t (Kubata B. K. 
et al., J. Exp. Med. 188: 1197-1202, 1998; Kubata B. K. et al., J. Exp 
. Med. 192: 1327-1337, 2000) 0 fU> 7)\>- -> h V ; V (DWM'&m 
frfr h . #m^PGO*MHflE#-e^) ^7*n7^^7 > v >-H 2 (PGH 2 ) £ * 9 
r9>i?>F 2a (PGF 2 „ ) KMTt? JHJ^VV- ^PGF^J&g£i?f (TbPGFS) £ 

a^Jfe^JRi-SdfciSEWLfe (Kubata B. K. et al., J. Exp. Med. 192: 1 
327-1337, 2000) 0 L*U W«^o<^^wXHJ^7V-7^ 

[0 0 0 9] 

[IP&f&Ml] Docampo, R. & Moreno, S. N. S. , FASEB J. 453£ 
, p 2471-2476, 1986^ 

[^#^P5:^2] Henderson, G. B. , et al., Proc. Natl. Acad. Sc 
i. USA, 85^, p 5374-5378, 1988^ 

[^#fr^Cit3] Docampo, R. , Chem. Biol. Interactions, 73^> 
pl-27, 1990^ 

[^#^^ti^4] Braga M. S. , et al., Rev. Inst. Med. trop. S. 
Paulo, 42^> p 157-161, 2000^ 
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[0 0 10] 
[0 0 11] 

mm z mvk-t z>tz#> *>^m 

1) ? ;v-X h 'J ;V y - 7^d ^ ^ >y > (PG) *T7 * V>m.frhik 

2) fAs-Xt 'J/VV-VW "51^14®^-^. NADPHtfctiNADH^^T^P 
GH 2 £PGF 2 « ^^751" U -eo^tifi h V V — tPGF^» 
m (TbPGFS) H**-t*tS;fr-ClRJR**L*v»o -<7)@P3ti£te^ :/;v-vh'J^V 

3) ?)V-XYV^y V—?m&®.mfr£ ^-K^$£L£P(ffl2-PGF2 a 3t7Gi£ 

4) ^-o^SgOcDNAti, 1.140aaf*j"OSe*afl*Jft*r»t»^ 379 T 3^80$ 

LfcvMBITfe** (Old yellow enzyme> NADPHr*t Kn^f-tf) jUST-BtK* 
■*&<, tot, £O*fR*Tc0YEfcffc&L;fco 

6) #ibtt/ccDNA*fflv^r^mT^m$^***ML^^i : -amx.MOTc0Y 
<7)PGH 2 -PGF 2tt ^%I£#M1££^U a^ltt^frT-e, ««'fb7K^aBfe'fk^ 
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7) TcOYEti> ^ ^->^>^— ^ • ^'OVfcif©'*-? WfrS^fe*: 1 

8) TcOYE^-T^^ 1 ; *n— J-^tfufltfi, ^^-XHJ/W-v^ttl 

^PGH 2 -PGF 2 a «5n»*fiHk ^tT'-ftv, • 7^>, - 

[0 0 12] 

TcOYFJi. -> h 'J^V V— - v rfc^O-ffeOSF^ISiau i3 

»3R£0&UJ:l)^^ V-->^-e»±> im^7G&^tT^#;v£3&££-£& 
It * ftB^ * b U V - v J: 19 ti& i t § & 

o 

[0 0 131 

tfl,77tfVl6f (TcOYE) tHtSo 
*5MiliSfc. JSHTO (a) , (b) X«± (c) 0 
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(b) ge?ij#-t2 t*^t>$ 7^ -/Mi^JKi3V>T 15gL< fitiWT^ 7^ 

(c) K^iJ#-^2-e^^$tt^>T 5 SWMWffiKfrhteiO, fr-D-fu 7^*7*7 

Tt [TcOYEif^J tUf^CLfc****) o 
[0 0 14] 

^0161 (TcOYE) {iJ^T<^i9^14®^ ; ti'^>o 

(1) S*M75lf>€y^ * V^f-K (FMN) ^i(i|H 2 0 

o o -e&& 0 

(2) NADPHXtiNADH Vft&T KPGH 2 £PGF 2 a K&jfrt & @£if *G 

(3) mtttkm, mmkr?-)^ *+T4*>, • 4--> 

(5-^fA'-7xt^A • • t^7x>f h) > **7<{S U> (2£,6a 

-^f;V-8a-(2-^f^-l-t^V7* b^y)-^^-f--^7v K7^ 
b» > 12-t^7-7^ hf^xy^f-^Ty^K (4-*3rV-50-(2Z- 

10E, m-t^^^rVx^^-^Ty^ K, x^t^ (1- (2-([4-^ 
DD7i-;^ b^y)-2-(2,4-y^nD7xx;v)xf;i/-lH-'f 5 ^V- 

(4) ^7nii*K^im^7C^^:tt^v^^^^i-^^> XU f 2« : f-«7C 
^^tvy* ;v L £ v^£-^& & o 

( 5 ) PGH 2 &PGF 2 a KMjt-f Z> ^0**fSttl±^LT c O Y EfcvfcT^^IiM£ 

(6) PGH 2 ^PGF 2a ^3t7ct-^^0^#^(i^TbPGFS^#^J|X$tt^v^ 

[0 0 15] 
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i<?)gef (TcOYE) ii^JV-Xf 'J;W-^t)#«tSii:tJ: OR* 
[0 0 16] 

JgM&tot LTl±> ^IIK 12*2 9 4^^M> ttM^V^A'**, 
Salmonela typhimurium JgLZf Seratia marcescans^OJIr 1*1*8^ t-*W->a- 

[0 0 17] 

p^pp-?-^ WJ^7 7^-€, SO f h'J^>77> 

(t r p) /n€-^^l)^o t a c^-?-^^W^ ? K 

* w-r a v»i**Lj&>«>#T\ 00 x. ar d n ax(± r n a *m ? o 

[0 0 18] 

& C t § & o 00 x. tf. Sambrook, Molecular Cloning A Laboratory 
Manual, Cold Spring Harbor Laboratory (1989) N.Y. RTF Ausubel, Current 
Protocols in Molecular Biology, Green Publishing Associates and Wiley In 
terscience, N.Y. (1989), (1994) rcftO&ff *#]«[• t < 

[0 0 19] 
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tfy-Aj&^WftRO^-s ^-^-Sr^-tro -gM&$i}X'\$^> Yu-)VWM& 

i-&m&%m%\i'gWt. Mx-lZE. c o 1 i Ki3lt*PL- lac t r pXli 

K&tt&CMV-, SV40-, RSV-rn*-^- (9 ^*I*IJK^ 4 frX) 
. CMVx^A>t-, S V 4 0i>Af-Xl^n fcTW V h n y-e&&0kay 
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ama-BergOfim^^^-p cDV 1 (Pharmacia) > pCDM8, pRc/CMV 
pcDNAl, pcDNA3 (In-vitorogen) , pSPORTl (GIBCO BR 

loK33V>T. Autographa California t*°'J AKnyX^'f (AcNPV) £ 
ltfflv>t Spodoptera frugiperda #fflJ&X{± Trichoplusia larvae 

* tMi-sfcat^ * urn $ * & o ##9§ oaHs^o =3 - Ksayij * # y ^ k y > aws 

fTCf^TU^o »3-KK9!I«rmJ%J: <#PAi-&k, *°y ^ Ky V&fcT- 

o -r^ilJftx'f^^ii''^ Spodoptera frugiperda *B/feXt± Trichoplusi 
a larvaWSffeS*. *<7)*pX~%i§kW<D? Z/s*? MZ&mmtZ (Smith, J. Vir 
ol. 46 (1983), 584; Engelhard, Proc. Nat. Acad. Sci. USA 91 (1994), 3224 
-3227) o mfflK\tt§kW<n±&^?9-\*MW$1&%^-*-*'£tro 
[0 0 2 0] 

:£f&93 wife? * -S-tp^^jfflJfe t-Flt^o 

l -r »± iwc * a a*, w&WLfr^v %m K&te-t & * * & afcwsRft k 

<£v* (PaszkowskiM, Homologous Recombination and Gene Silencing in P 
lants, Kluwer Academic Publishers (1994)) o 
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?g£«i± (*) vsu wkk xti»m^^v^-r^H^x(± 

JM&SWT'&lQ 9 &o Sft L^Mmmmi, mk\t Saccharomyces I* 
$fe\,z Saccharomyces cerevisiae OlEfjjjelT'&.&o 

T^J fcf^iHt *»!flWSSIO«S«fcK)t:DNAXIiRNAt?» 

ffflxJiE. colk S. typhimuriuuu Serratia marcescens, Bacil 

%W}%RV!fflm*X»^Z&&^m*Mn%fcm%\~?$>& (Sambrook, Molecula 
r Cloning: A Laboratory Manual, Cold Spring Harbor Laboratory, Cold Spri 
ng Harbor, NY, 1989) o 
[0 0 2 1] 

&§&Wi*ttz&.T<n (a) „ (b) XI* (c) <Z)S65C*3- K-f&a^K 
m-f ho 

(a) ^^-Xf'J'Vy-7i:fi*t^ NADPHXtiNADHO^Tlw'/n 

( c ) sa^m-^ 2 -c^fc $ r ^ y ^se^J \z& v>r 1 g t < umbo t 

(d) @B^iJ#-t2T^^$^^T^ym@S^jO®f>T-7)^^«9. ^o/n^^7 
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•r&jt^ii, E58»*10tt»Kyi|«r*trDNAJ:»)**o itfe a -K 

[0 0 2 2] 

*3&9!l4£«b^ 

(b) Eyi#9-2T**>$*L*T5 yaaE?WHiJV»Tl*rL<tt»[«OT5yBfc 

>H 2 *^^^^9>^>F 2 a *c«5B1-*»5Wtt«:*"f *«S3K, X*4 

(c) Ey!l#-^2-C^$ttST5/SfeEy!l^WfM-^?>**). ^o^ox^^7 

[0 0 2 3] 

^i&woE^j^jsi-&saR^MUT^jK$*t*tni#tt> m&n*W)%KM 

, T c OYEOgfttCg^l, P G H 2 - P G F 2 a Ixf tSfe^x^^M 
■**« £*>:£8rCI4, «e*0»fJtO*4:3-K't«E^I$x.'b^ *£?fc^*fc«> 

m&n*&&ir &<DKmmir2> zttfxs&o 

hler43J:a f Milstein, 1 9 7 5.Nature> 2 5 6:4 9 5-4 9 7). h 1 ;*- 
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v(trioma)&#, t: b B«/W 7* V K--7&#KKozbor £>, 1 9 8 3. I mmun 
ology Today 4 : 7 2), fei^l; f^y ?n-t;««:||jlt*^<OEB 
y — s\j yi) K — -e&#r(Colef>, 1 9 8 5, Monoclonal Antibodies and C 
ancer Therapy, Alan R.Liss, Inc., 7 7-9 6l^T)^Wo 
[0 0 2 4] 

(i) seftTcOra&l^/n**^? vi>>H2 &^»U 

(i i) NADPHXtiNADH^T^^ttibii^^k^*^^^:, 

(i i i) X ^7 > y >H 2 OT'd^ ^7 > ^> F 2 a^^I^^lS 

[0 0 2 5] 

JRJE&til^x.lJJeJLTOJidJCffdo *f$CW*#T-e<ORJStt, NADPHjg&^ (100 
/^MNADP, 100 ^M^3-^6'J ^H, 1 imit0^3-^6'; VWi**** 
) , TcOYE, IM^JSr-g-tflOOmM V yll«$ (pH7.0) 100^1^, 500 /uM [1- 
14c]PGH2^ (2.04Gbq/mmol ; T-t h DMS0&& miv^ ^;v^--r;V • 

T-CORjStt, RjStft*5^IBITA'=f^^-eiB«IL7t<?5*„ 100 //M NADPH&& 

(30 14: lffift) ) 250^1^^J*Ote 7 X^m^h 1 J^A^JnATRCu:^#iIiL 
, |S|8#K, ([1- 14 C]PGH 2 ) ([l- 14 C]PGF 2ff ) & 

i-x;v^as-r^o ®issrti?j-— r/wso— (i^50yui) 

J| (^^^tt») K&^j U -20 < Cc7)^J^F l 3t?^^n^ V???* - (£09 
: v^^wc-t^ : * / -;v : ^ (90 : 2 : iMWO ) fc^ o MM 

t£, 4 ^-vT^7^-9 i -FL2 0 0 0 (7^7*h7-fM) Sr/B^T, WMU 
<7)t-h7^^77^^^ 36«i:feJS«JOifc^«:**T»3RfiHt«rtf* 
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^7 7 -f — • 777^^ hD^h'J-; Waters Alliance LC-MS system, 2690 
separation module, 996 photodiode array detector, ZQ4000 mass detector; 
Inertsil-0DS3 column) £ffiv>T#gt5cS£frfc^ &Mb!kl8MB<0 

itm * xmmm& * ttir-t & „ 

[0 0 2 6] 

J — r £ & It & «F&J6*s & £ * & # 7 n 7, * ^ y > V V * m 

is it & ^^^^ * ffiih-t & ^-teffl -c i & nriigtt*** & o 

[0 0 2 7] 

*§&W lil/:^v-Xf>J;VV- -rflS^feofgiiag <£> * * V - - > 7-fi&K*> 

( i) NADPHX{iNADH^T^CTc0YESSKk^^1i / ^b^*^^iib$•^^ 
( i i ) K«*Mk'&-W* f »3lcejt»wJ:* 1 «T«7Ctw i *) y V U fr* 

[0 0 2 8] 

TcOYEk^gi^k^^^-tflOOmM U ^BMKflftK (pH7.0) 1>1*5#WT/U=f 

340nmOe8bfcJKO«^"eit*'t * o 

1 mT-^7C^ i <9 y V*>l/*»^i-&^5^tt^O J: 9 ^ Lti^t-6« TcOY 
Ek*JtftWMb'fr**r#tf5iiiI hVXttBMMffa (pH7.0) 100/x 1*5^7;^ 

vfx-eftiti^Mct-Sc jafeatmonii nadph££w±nadh 

&fln;i> 2 5TC**v^±3 7J^O^fi^#T^3^^HJS«rff^^o 
^■Wl^>—% ^Electron spin resonanceM^^S (JE0L X— band spectrometer) 
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K7-t>7V*^ (MorenoS. N. J. et al., J. Biol. Chem. 259: 6298-63 
05, 1984) ^I4LT^;v-Xh'J^Vy-v$-fAt^t#if)tL4„ 
[0 0 2 9] 

(i) ^#X{i^#fflai%^±fB^«LTcOYE^^^)lb$^:T, 

(i i) mw./m>im^m^fcir2>fr : gfrzm7£ir2> 

[0 0 3 0] 

^ti^o mimmyj] t&±tmfcfrbi&mvtzm&M, dna, i^rn 

[0 0 3 1] 

( i i ) w^'W r^r x-t-&^ ; g^£ii^<& 
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[0 0 3 2] 

SttePI&TG** v v Y— >WM 1 7^Tc0YEOcDNAXt±RNA7 o o — KfB £ •£ 
(±* _h|fic7)^#:J; J)amL^RNA^fflv^T, |Wtff <^-}£K£ *K Tc0YE(^mRNA<7)^ 

3 *^v^^.^^ltL/cTc0YEOcDNAXiiRNA7 P n--7'^fflv^7tin situ'W T'J ^ 
[0 0 3 3] 

(i) <ft#36*?>EIiRt*:DNA, Wi^ffc^mR N A * 
O^JSLfccDNAfcMiU 

(i i) ClWDNAiSlfikLtlK SB9iJ#^l^TcOYE<^cDNA^ 

(i i i) TcOYEOc DNA^ipI£*L&^S^£fi^£> 
[0 0 3 4] 

^Jx(f> Tc0YEOcDNAJC^tL*-fcV^'/9'fv-(^x.tf. 5' — ATGGCGACGTTC 
CCTGAACTCC-3') (SE^J#-^8) k7Vf t'/^^'fv-^itf, 5' — TTATTT 
GTTGTACGTCGGGTA— 3 ' ) (ffi?l]#^ 9 ) Lt> PJ^VV-v • ^JP-^ 

-j&n6»Lfc^*<Z>£]fiU ffi^m J$«!?££ t*<7)#»- ^ ElfcL;fcDNA£& 
MDNA£ IT, *7-^mMfcfc(?CR)Zft%y<\ TcOYEOcDNA^flBSfrL* 
^5^£fl^&o PCR&«D#j#{^ tfflx-f^ DNA^tt95t:5^0KS* 1 ^ 
> mzfrfct L-CDMi495'Cl5K y^-f v-^>^56t:30#\ DNA^U^^- 
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[0 0 3 5] 

[mm] 

[0 0 3 6] 

@j£&*£W$5j?r (mMfPff^EFlU 1-23-1) J: «J X#) 14. (Noza 
ki T. et al., J. Biol. Chem. , 276:6516-6523, 2001) K X 0 ffiv> 

^r/c^ ^^tL^pG^^ra^-eam u h p l c k * o ^■mnmLtzW., Uj 

M<Dfflfe*y y ^ffl^T^Si-* (Kubata B. K. et al., J. Exp. Med. 188: 1 
197-1202, 1998) ^;i/-Xh 'jAVV-vOta»i, PGD^ PGE2^ PGF 
2 a ^^M^t^>^t^t>i^otz (EI1#J8Q 0 -rtt^OPGOl^fi. 100t: 

[0 0 3 7] 

?fr-Xh*);iS V-^K^^jrh -fUTs* sfJyV >H 2 -F 2 g g^ggfe 

40^M[l-14c]-PGH2^. T^:* fcofcO. 1MV (pH7 

.0) 4>T\ 88C&#TK500 /*M NADPHi:#fc37'C. 2^RJ££-tf&o 
h 'J/nV y— 7<^TOttli53*^inx.^ fc> PGH2ii«^"CPGF2 a ( 

[0 0 3 8] 



ffifE# 2003-3093744 



12 0 0 2-2 9 9 2 8 4 A I 19/ 



*®JRlxfco -f-U, ^;VMit5t;7A^n-7 Ytfyy* - (Hi load 16/60 Super 
dex 200 pg #7 A, T^vtA • 7 7^vT • /*>f *-r*f±§!D -eflMS"^ 
a fS&M^^^T-fiS.OOOO* y h *7tt^-t> F'Ja ^ifcMMS 'J #Ttfc» 
) •Cife»L20mM i ; >BB*»ifc (PH7.0) fcfctfLfcffe. 2Mfl£££^-tf20mM i ; >m 
jjt^gm (pH7. 0) TspUHb L /si^ffi *7A^7h^77-f- (Resource PHE 
*g#7^> TVvtA • 77^y7 • ^tf ^ttS) fcQftfcS*, 0.1% Twe 
en20*^tr2M*» ^OM^co^o^E-e^tB Lfco f£14IIi^£20mM h V Xi&MM. 

mm (pH8.o) na#fu^«, c:o«»«[^w<bLfc^*>2fiaiM»ffi*9A (h 

iPrep 16/60 DEAE Tv/tA • yr^^T • /*>f 

*fcf£) J-iRSiP^^ 0~400mMNaCl^ii:^ajg^)@STi#tU t^o -€-tf>fS141Ii#&* 
y^jgjfl* 7A^n7h^77-f- (Hi load 16/60 Superdex 200 pg fl 
7A, T^-v^A • 7 7;V7v7-/U*f^I) fcjWtfcfc* PGH 2 -F 2<r M 
X05RffittOJRfi3&*iKJl%. *&1630fSO*(li!MS^-e. &700 nmol/^/mgHfi®0 

jfcfiHtfcj^u sdst^';;vt^ Ky^wacsfciu^ ^ : f-*42,oooo^e^— 

ffl«$tL7tPGH 2 -PGF 2 a l7C^f^ffe<7)fet5:^ttv^o 
vJUW&<7>W.WLX'<? f;K±> ^k^^379im^462nm^t^l*®.TO7C^^t'o 
100/iMOHADPH*lPitT***«7CttlR^-t'*i:. ^fflb<OVmx**>* 
h/H±IB*t4o o^iK $if{i7 7li^ ; t7^^Vtf K (FMN) B&U 

-eOJfltg^fgSr 1 ; y';vx> K^7°f/-^^Il (Rosenfeld, J. et al.. 
Anal. Biochem., 203:173-179, 1992) , Wn7h^7-f-t^itSt 

^~7f- K— 1 Asn Arg He He Met Ala Pro Leu Thr Arg 

(BS^J#-^3) 

^7°^ K— 2 Asp His Arg He Pro Val Tyr Phe Ala Ala 

(K?iJ#-SH) 

^7^ K— 3 He Ser Asn Leu Arg Tyr Asp Phe Glu Glu 
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(@£^1J#^5) 

[0 0 3 9] 

Tr.OYE<PcDNA» u-~y9't -fcfsm » ffl ftfe^telfcx. gft g<P5HB 

# *l£ 3 *<Os<-f*f- mSE^J £ EMBL/GenBank/DDBJ T- 9 X O 

ifi-etftSH-J-S fc„ U31282<^^#^l,686^MOg£?)itfci : - (Catmull, J. 
andDonelson, J.E., EMBL/GenBank/DDBJ t*— ^ ^ — X . 1995. ^^-Xf'J^ 
/ V - ^*IIII&rtflRftffl-C*Jt. $ *tfc*#«> IBUfeMHtfiS^ * * n ^ans^, 

9)V-X h i;/nV v-^<a»7G*3ltoS&«»iR«i*<*>* * PWiJ^«b 
, 5' -5^»^EcoRIflHJR»5!6BB^JSrlI0x.^-fe^X • 

5' — CGGMTTCATGGCGACGTTCCCTGMCTTC— 3' (E?!l#^-6) 

5' - CCGCTCGAGTTATTTGTTGTACGTCGGGTA — 3 ' (EyjfHp-7) 

(IS0GEN?#$u =-y^yV-^±m &Jlv*T^RNA£Jl&£B U ^V^dT 

un^b^ • vjji'Amxmmm (9%?mmkm) *m^x-m%cd 
pcRRj&*fTfc$ fc, 379T ^ yMnmfrb%&fr z ¥-*42,26o<Dm&mmmmi&* 

&tr cDNA***M(S L (E#i#-t 1X^2) o # 5> frtfccDNAO * * V * f- KE?fl *i 
6«rT*U31282£^&i9s *-<art, 1 *#rliT S yf^i««:#oTV^o 

#<btt/icDNA%pGEX-4T-l^^ (7"7*>^A • 7 7^'>7 • 
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tttm OEcoRI/XhoI^M H:#XLTISIM^^ ^-*f^«Lfeo 
^»!SBL21*|c*iO^^^-«rfflv»-C^K<e«i$^ 0.5mM-f V^n^-jj 

77^x^*7^ (^;i/^*>Sepharose 4B> 7-7y^'77Kv7 

t?^n^lfy^ff«:oT, »^?-a^x.STcOYE*IaIiRL/io ^LhO^fe 
K J: *K ^^Oitf^T-amx-MTcOYE & £ £ § it (U 

6 o 

[0 0 4 0] 

T*=*>S&L*:0. 1149 >mm&WL (pH7.0) 4>-C500^MONADPH**v^iNAD 
HW^T na^atft X.MTC0YE £ 340nmO«UR* ^ * h ^Oj^ «r 

^IWb^/l'tjKcLfc (H7#!H) o Sfcfc* TcOYEii, h'pVV^K 

h) . **f4SV> (2 j8 , 6 a - V ^ a - (2- ^ f t ^ V 7' h 

is) — jt. ?f <t =-y t? T s s Y 7 9 Y >) . 12-**V • 7 -T hr'^y.'f y*T*> 
y K (4-^-^V-5 i 8-(2Z-^>x-;V)-2-v^n/^>7 : ->-lyS-^^^^ 
>fy^7'>K) > 9-**V-10E, \2Z-*9 97*74 <<? 9Ti/v V* 
(l- [2-([4-^nn7x^^]>b^y)-2-(2,4-y?nD7x 
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h (J.*-[4[l£;*[4-(5>* on7x-H')-2-(lH->f ^ 
^;u^f;v)-l,3-yt^V7>-4-^JV-> h^f- ~>] 7 n° 

n^-*- (B^W^tfcK) &ffiv»-C«!l?£i-& t (Moreno, S. N. J., et al., 
J. Biol. Chem. 259:6298-6305, 1984) . ^ 1rT4 * 9 ■ i"5: 

Lt, I*tft^-^-t^t^KT^>7y*^^14U: (HI 8 #fi8) 
0 — ^7;vf^-y^^, 4-- hn*/ V > -N- * * -> h% ^^'i 

TcOYElCt «9ii7G£*t£^7 Vft-frW*- b n^fnt^f 9 Mk&QH* 

, TcOYE^J:*PGH2-F2a^»*iStt*ffl*^W^ia# ,, *"*« 

, 4 h n^y; y-N-t^v KK: ££IS#lii§v> (H9#fis) 0 
[0 0 4 1] 

5 mM h 'j xm.mM.mm (phs.o) k^lt^^&^tcoye ooo^g) tfc 

fcfEHLfco &m?L«£, fl£OB:$:fi5& Kbl OS^2 0 ffi^f OJfeT 
LTfc&Lfco 2iIH*5i£, 40, ^tlSSrra*07n>f > b^^T 

^jl^v b-etl-^-ClWbL^a^^*, H*fe#Lfco 2lHlB<0$&«E4jaiB!#U 

g| (1 0 0 0 X g, 2 0S-B) K«t OJfcWfclHlJRLfco ii^ntr/A-t7 
[0 0 4 2] 
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ffl^L^it^amxMTcOYE^^-^^r^^LT^fctlb^ti, ?;V-X h 'J 
^7 V-T^tKHI^^/^x^ry/D h^lC^V^T, TcOYE<7)<£.£ 
^iSJS?:^t^o fit, ^-/h'i/W-v^V-yaT-r^t 

) o 

^;i/-X h 'j^V y~voffi«iiti?ft*fflv^^iRJR«»^*5^T, fctTcOYE 

14£<£<^;L£v> (HI11#M) o *LT, Tc0YEj5vfc}i> ^;v-X>'J;VV- 

- >n*y y >-N-t^v Kfcfc^t^oa^St^m&&> 13U?9££K:&2£ 
m%Z&tz (Ell 2 #180 o 

1££ ±7*4 ^— * • ^y;vf-xf y 4-— bn^y; 

[0 0 4 3] 

<110> Osaka Bioscience Institute 

<110> NATIONAL INSTITUTE OF INFECTIOUS DISEASES 

<120> Flavin protein from Trypanosoma cruzi, method for screening 

exterminating agent for it and method for diagnosing infection 
thereof 

<130> 185447 

<160> 9 
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<210> 1 
<211> 1140 
<212> DNA 

<213> Trypanosoma cruzi 
<400> 1 

atggcgacgt tccctgaact tctgcggccc ctcaaattgg ggcgctacac acttcgtaat 60 
cggattatta tggctccctt gacgcgttgc caggcaacag aagatgatca tgtaccaagg 120 
acggaatcga tgctgaagta ctacgaagac cgggcatctg caggtcttat cattgccgag 180 
gcgacgatgg tccagccaaa ctacactggg ttcctcacgg agcctggcat ttactccgat 240 
gcgcagattg aggagtggag aaagatcgtg gacgcggtac acaaaaaggg tggccttata 300 
ttcctgcaac tcattcacgc tggtcgagcc gggattccgg agaagatcct tcagcagtcg 360 
aagagtgacc aggatcccct tgctgggcgc ctgcttgccg cgagtgccat tcccattaag 420 
gaccatcgga ttcctgccta ttttgctgcg agcggagaaa aggagaccta cggtgtccca 480 
gaggagctca cggatgacga agtccgggac ggtatcatcc cattgtttgt ggagggggcc 540 
aaaaacgcca tctttaaggc tgggtttgat ggcgttgaga ttcatggagc caacggctac 600 
ttactggacg ccttttttcg cgaatcttcc aacaagcgcc agtccggtcc gtacgccgga 660 
acgaccatcg acacacgatg ccaactcatc tacgatgtca ccaaaagcgt ctgcgatgcc 720 
gtgggaagtg accgtgtggg gctccgcata tccccactaa acggcgtgca tgggatgatt 780 
gactcgaacc cggaggcact aaccaagcat ctatgcaaga aaattgagcc actttcgctt 840 
gcctatctgc attacttgcg tggcgacatg gtcaaccagc agattggtga cgttgtggcg 900 
tgggttcgtg gaagttacag cggtgtaaaa atatccaact tgcgctacga tttcgaagag 960 
gcagaccagc aaatacggga aggaaaagtc gacgccgtgg cttttggcgc caagttcatt 1020 
gcgaaccccg atctcgttga aagggcccaa caaaactggc ccctcaacga gccgcgacca 1080 
gaaacatact acacaagaac agcagtcgga tacaacgatt acccgacgta caacaaataa 1140 



<210> 2 



<211> 379 
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<212> PRT 

<213> Trypanosoma cruzi 
<400> 2 

Met Ala Thr Phe Pro Glu Leu Leu Arg Pro Leu Lys Leu Gly Arg Tyr 

15 10 15 

Thr Leu Arg Asn Arg He He Met Ala Pro Leu Thr Arg Cys Gin Ala 

20 25 30 

Thr Glu Asp Asp His Val. Pro Arg Thr Glu Ser Met Leu Lys Tyr Tyr 

35 40 45 

Glu Asp Arg Ala Ser Ala Gly Leu He He Ala Glu Ala Thr Met Val 

50 55 60 

Gin Pro Asn Tyr Thr Gly Phe Leu Thr Glu Pro Gly He Tyr Ser Asp 
65 70 75 80 

Ala Gin He Glu Glu Trp Arg Lys He Val Asp Ala Val His Lys Lys 

85 90 95 

Gly Gly Leu He Phe Leu Gin Leu He His Ala Gly Arg Ala Gly He 

100 105 110 

Pro Glu Lys He Leu Gin Gin Ser Lys Ser Asp Gin Asp Pro Leu Ala 

115 120 125 

Gly Arg Leu Leu Ala Ala Ser Ala He Pro He Lys Asp His Arg He 

130 135 140 

Pro Ala Tyr Phe Ala Ala Ser Gly Glu Lys Glu Thr Tyr Gly Val Pro 
145 150 155 160 

Glu Glu Leu Thr Asp Asp Glu Val Arg Asp Gly He He Pro Leu Phe 

165 170 175 

Val Glu Gly Ala Lys Asn Ala He Phe Lys Ala Gly Phe Asp Gly Val 

180 185 190 

Glu He His Gly Ala Asn Gly Tyr Leu Leu Asp Ala Phe Phe Arg Glu 
195 200 205 
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Ser Ser Asn Lys Arg Gin Ser Gly Pro Tyr Ala Gly Thr Thr He Asp 

210 215 220 

Thr Arg Cys Gin Leu He Tyr Asp Val Thr Lys Ser Val Cys Asp Ala 
225 230 235 240 

Val Gly Ser Asp Arg Val Gly Leu Arg He Ser Pro Leu Asn Gly Val 

245 250 255 

His Gly Met He Asp Ser Asn Pro Glu Ala Leu Thr Lys His Leu Cys 

260 265 270 

Lys Lys He Glu Pro Leu Ser Leu Ala Tyr Leu His Tyr Leu Arg Gly 

275 280 285 

Asp Met Val Asn Gin Gin He Gly Asp Val Val Ala Trp Val Arg Gly 

290 295 300 

Ser Tyr Ser Gly Val Lys He Ser Asn Leu Arg Tyr Asp Phe Glu Glu 
305 310 315 320 

Ala Asp Gin Gin He Arg Glu Gly Lys Val Asp Ala Val Ala Phe Gly 

325 330 335 

Ala Lys Phe He Ala Asn Pro Asp Leu Val Glu Arg Ala Gin Gin Asn 

340 345 350 

Trp Pro Leu Asn Glu Pro Arg Pro Glu Thr Tyr Tyr Thr Arg Thr Ala 

355 360 365 

Val Gly Tyr Asn Asp Tyr Pro Thr Tyr Asn Lys 
370 375 

<210> 3 
<211> 10 
<212> PRT 

<213> Trypanosoma cruzi 
<400> 3 
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Asn Arg He He Met Ala Pro Leu Thr Arg 
1 5 10 

<210> 4 
<211> 10 
<212> PRT 

<213> Trypanosoma cruzi 
<400> 4 

Asp His Arg He Pro Val Tyr Phe Ala Ala 
15 10 

<210> 5 
<211> 10 
<212> PRT 

<213> Trypanosoma cruzi 
<400> 5 

He Ser Asn Leu Arg Tyr Asp Phe Glu Glu 
1 5 10 

<210> 6 
<211> 30 
<212> DNA 

<213> Trypanosoma cruzi 
<400> 6 

cggaattcat ggcgacgttc cctgaacttc 30 
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<210> 7 
<211> 30 
<212> DNA 

<213> Trypanosoma cruzi 
<400> 7 

ccgctcgagt tatttgttgt acgtcgggta 30 

<210> 8 
<211>22 
<212> DNA 

<213> Trypanosoma cruzi 
<400> 8 

atggcgacgt tccctgaact cc 
22 

<210> 9 
<211> 21 
<212> DNA 

<213> Trypanosoma cruzi 
<400> 9 

ttatttgttg tacgtcgggt a 
21 
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[El 21 '>'J*^vii^D7b^77-f-i:J:S^;v-Xh'J/VV- 
^^ttH^^OTE't &NADPKfiPGET<£> [1 - 14 C] -PGH2^ ^ 1 ~ 14 C] ~PG F 2 a ^ 

[@5] *;w-X h yycy V— 7^<b*»mt7tPGH 2 -F2 a ®7C^^m'fk 
[13 6 ] it^f-a«lx.MTcOYEO|&afc #ffii^£l^<^n n n<7)SDST* y 
[H 7 ] itfcT&&X.MTcOYEK «£ ^IxK^iKtit^fto 

[H9] j-7 >ft^*^>n^y-n^*Mfc^fc**TcO?E 
<7> PGH 2 -F2 £r «7n^fS14^ia : S : ^^1"o 

[010] b 'J;W-70ti{a^fflv^c>x^^ >rn>y h#$fte 

<£ ^>fetTcOYEi5L#:<7)#^ttt:^-ro 

[Ull] jftTcOYEjfcffcfc ±S^;V-X>iJ/VV - v pI?#14® 73** OPGH 
2-F2 « *x»3RfStt^^BR J R*^i"'> U * ^n7f^77^-^ 
i"o 

[il2] ffiTcQYE#L#fc J: & ^ *-X h U V — ^<595g.ffim?&4 , <^ 
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[mil 



mm 
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1.50n 



£J£B#CD 



CM 




1 tnM 



0 mM 



2] 



2 3 



1 . L 

3. j^I^^Jl.-Xh'J/^ V-TttJU;^ 
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kDa 1 2 B 




1. 
2. 
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[14] 















(nig) 






S) 




171.0 


154 


0.9 


1.0 


20-80% S&fQflJg* 


127.0 


150 


1.2 


1.3 


X-/^— irv^X 200 


113.0 


150 


1.2 


1.3 




8.0 


170 


25.0 


28.0 


DEAE-f 


2.8 


180 


64.0 


71.0 


X— /<— "TV*?** 200 
2@@ 


0.3 


210 


700.0 


778.0 



[EI 5] 

1.2 |— _ ■ r 




300 400 500 
(nm) 
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kDal 2 3 4 5 

97*** m m l,-- 

66 H i@ 




$ KK42 kDa 



1. 

5. iie^-im^^MTcOYE<©iia^a 
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[127] 



Se^^ilS TcOYE $S7cfilS©SS^tt 

(10 nM) (nM) (nmol/min/mg) 



9,11-l>rV0^>K PGH 2 


NADH 


• 


554 




NADPH 


5.0 


766 




NADPH 


2.3 


99 


BHP 3 


NADPH 


ltd. 


282 


/ft* A*J 


NADH 


- 


499 




NADPH 


0.82 


700 


A*-$-7/\*3> 


NADH 


0.17 


650 




NADPH 


- 


433 


4-rm*/'J>-N-**y|<* > 


NADH 


• 


759 




NADPH 


9.5 


1110 


l7ftT<f?$X 


NADH 


- 


290 




NADPH 


19.0 


353 




NADPH 


10.4 


235 


Mum* 


NADH 


n.d. 


555 




NADPH 


n.d. 


152 


9-**V ODE' 


NADPH 


n.d. 


54 


iatV*-ft« 


NADH 


n.d. 


43 




m 


n,d. 


N.D. 


5*tV*-ft9 


m 


n.d. 


N.D. 


Hat'/ -ft h 


m 


n.d. 


N.D. 




m 


n.d. 


N.D. 


BHTi 




n.d. 


N.D. 


BHA k 


m 


n.d. 


N.D. 



a? i-rfk-MV B*' VMV , •WfWi^*^ ff*tWl-K«2^ -9,67*77-5'* tf ft-87ft7 
7-(2-*fft-W/7* WW W W 701-V W/-5** -H2Za* >T3)-2-y4flV >f>-1 
v .^ifytM 7v , y , «9.**y-10E. i2Z-tWf * *f a/fTWiK , *H2-{[4-9fln7izft]/ h*y)- 
2^4-*/'*0ll7i=»)x»-1l"W§*' V -ft, «1-[2,4-y* $BB-a* -*-([2,4-y* *BflV W fttf*V)7i*fr 
ft]<5** V* -ft, »y*-1-7tf M-[4-P-(2,4-y* ?BB7i^ft)-2-<1H-rs** V* -l-WWW^' **V5 
K^pirflt" V r>* >. 'N-I4-[t' X[4-(y* /f ft75/)-7i^f W*2,5-y$fl**r/ iV-1-fft- 
*T >-N-/fJt-^*>75-->A $07* r , i(2,6-y* -*-y*ft-7* *ft-/\* WW -ft), »g(3)-*-'/ttW f ft-4- 
t K 0*->7=7* -ft], N.D.: 5fc&iii, n.d.: sfejHI^ 
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6/ 



[0 8] 



g = 2.0044 




$, = 2.09 



160 G 



9^2.005 

/ 
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1 0] 



0 

M 

m 



0 



«3 



kDa 
66- 

42- 
30- 

20- 
14- 



Tb Tc TbTc TbTc 




®8§ 



f>: — ■- 




Tc: ^;i/-Xh'J^/V-7(DiStttH^ 
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[HI 1] 




2. trtTbPGFStn;t*:^<DJ5JS:^<D^;U— h U V— ^ttltB?_t 

[mi 2] 

St TcOYE SMW=*«^ /I— Xh<J/</ V— ?<D&*-fflSfc«t><DJ«*'7 i .<:*-_'. /<-?-5^a>. 

__________ __ 

^/HJA'/y-Tttm* °N.D. 10 <_) N.D. N.D. 
fit TbPOFS fct#<_ 0>5Lfc&<J> 

tin*/ m rj-mm®. 98 as) 103 (±3) 100 (±5) 100 (±k» 

»<DMr-'/HK/V-7«_iS 100 (±4) 100 (±6) 100 (±10) 100 (±6) 
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o 
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1/E 



est 



[#sm$iA] 

[ftSA] 

[»J#-^1 
[ft£Xtt£&] 



#M 2002-299284 
50201539937 

6 8 9 0 

¥J& 14^11^260 



390000745 

A^Jt^fflftT*lEl& 6Ti2f 4f 
ItHft A*R/< -f * -9- >f J. > ^«F^f 

591222245 

m^ff^E^lll— T @23f If 

$if A 

100062144 

ARJfr *KlU **E«Ui, lT§3S7f IMP 



100086405 

*RJff^Tfr l T@ 3 



7-Sf" IMP 



100068526 

*RJff:fcKTfj**K4*jLlTB 3f 7f IMP 



100098925 

±mm*Mi$*$:mm& 1 tb 3 



7f IMP 
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# 
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m m a m m fit m 



^glJ#^- [390000745] 
1 . $IM*EM B 1 9 9 0# 9E2 1B 

ft ^^J^I^BB7tT*a:^6T@ 2#4^- 



1 . B 

ft ft 
ft ^ 




2 0 0 2 - 2 9 9 2 8.4 



ffi JR A Wl M if ft 



[591222245] 
1997# 6^12B 
3|i:i5C»*r*&K^llJ— TB 23f If 
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